The relationship between the TP53 Arg72Pro polymorphism (rs1042522) and the risk of leukemia remains controversial. Consequently, we performed a meta-analysis to accurately evaluate the association between TP53 Arg72Pro polymorphism and leukemia risk. A comprehensive search was conducted to find all eligible studies of TP53 Arg72Pro polymorphism and leukemia risk. Leukemia is a malignant tumor of the hematopoietic systems. It has a poor prognosis due to a range of complicated features 1 . Based on the speed of onset and cytogenetic analysis, leukemia was divided into four main types 2
1
. Based on the speed of onset and cytogenetic analysis, leukemia was divided into four main types 2 : acute lymphocytic leukemia (ALL), chronic lymphocytic leukemia (CLL), acute myeloid leukemia (AML), and chronic myeloid leukemia (CML). Although leukemogenesis studies have been conducted for many years, the mechanisms underlying the development of this hematologic malignancy remain unclear. Multiple risk factors are thought to be implicated in leukemia, and genetic factors, such as constitutional genetic variation in components of DNA damage response pathways, have become the focus of research 3, 4 . The TP53 tumor suppressor gene, which is located on chromosome 17p13, plays a pivotal role in the maintenance of genomic stability through encoding of the TP53 protein. The TP53 protein functions by regulating cell cycle arrest, DNA repair, apoptosis, and gene transcription to mediate cellular responses to DNA damage 5 . Frequent mutations and differential expression of TP53 in various cancers highlight the significance role of p53 in carcinogenesis and tumor progression 6, 7 . A functional single-nucleotide polymorphism (SNP) at codon 72 of TP53 gene (rs1042522), encoding a transversion of G to C (Arg to Pro), has been demonstrated to be associated with interindividual differences of TP53 expression to malignant tumors, including leukemia 8 . In addition, it has been reported that the Arg72 variant induces apoptosis markedly better compared to the Pro72 variant 9 . Thus, this genetic polymorphism holds promise as a potential biomarker for leukemia.
To date, numerous studies have investigated the relationship between the TP53 Arg72Pro polymorphism and predisposition to leukemia, but the impact of TP53 Arg72Pro polymorphism on leukemia was still conflicting due to inconsistent findings in individual studies. It was necessary to quantitatively summarize the evidence using the gradually accumulated data. Therefore, the current meta-analysis of the 14 most recent and relevant case-control studies involving 2,506 cases and 4,386 controls was performed to provide a more precise estimate of the associations.
Results

Characteristics of studies.
A total of 14 case-control studies that examined the association of TP53 Arg72Pro polymorphism with leukemia were included in the meta-analysis [10] [11] [12] [13] [14] [15] [16] [17] [18] [19] [20] [21] [22] . As shown in the flowchart of the selection process of the included studies ( Fig. 1) , one article was excluded because it was conducted on overlapping populations with another eligible study 23 ; one article was excluded because the gene distribution of control group deviated from the HWE 24 ; and one article involved two independent case-control studies that were considered separately, resulting in two studies 14 . Of the 14 studies, 8 were conducted in Asian populations, 5 in Caucasian populations, and one in a mixed population. There were 7 AML studies and 5 ALL studies, the remaining studies were CML, CLL, ATL and mixed types. There were 12 population-based studies and 2 hospital-based studies. The main characteristics of the selected studies and the genotype distribution of the TP53 Arg72Pro polymorphism are summarized in Table 1 .
Meta-analysis Results. Table 2 lists the main results of this meta-analysis. The results of pooling all studies showed that there was no statistically significant association between TP53 Arg72Pro polymorphism and the risk of leukemia (C vs. G: OR = 1.09, 95% CI = 0.93-1.26; CC vs. GG: OR = 1.24, 95% CI = 0.91-1.69; CC + GC vs. GG: OR = 1.04, 95% CI = 0.85-1.28; CC vs. GC + GG: OR = 1.23, 95% CI = 0.96-1.57) (see Supplementary Fig. S1 ). Likewise, no significant association was found in the stratified analysis by ethnicity. In the subgroup analysis by type of leukemia, we found no association between TP53 Arg72Pro polymorphism and AML in all genetic models. However, we found a significant association between TP53 Arg72Pro polymorphism and ALL under the recessive model (OR = 1.73, 95% CI = 1.07-2.81, P = 0.025) (Fig. 2) . When stratified restricting by control sources, negative results were observed in population-based controls and hospital-based controls.
Sensitivity analysis and Publication bias.
A sensitivity analysis was performed by sequentially omitting individual studies of TP53 Arg72Pro polymorphism, and the corresponding pooled ORs were not materially changed (see Supplementary Fig. S2 ). Begg's funnel plot and Egger's test were performed to access the publication bias in this meta-analysis. Funnel plot shapes did not reveal any obvious evidence of asymmetry, and the P value of the Egger's tests was greater than 0.05. The results suggested that publication bias was not evident in this meta-analysis (see Supplementary Fig. S3 ).
Discussion
The association between TP53 genetic mutation and the susceptibility to tumor risk has been confirmed in several functional studies with genetically modified mice, and the results have indicated that mice lacking the inactivating mutation in one TP53 allele developed fewer tumors than the mice harboring the mutation 25 . Moreover, the TP53 Arg72Pro polymorphism is the most studied SNP that may be associated with tumor risk. Therefore, it is biologically plausible that this polymorphism has significant association with leukemia progression.
However, previous a meta-analysis has reported that TP53 Arg72Pro polymorphism was not associated with leukemia risk, even in subgroup analyses by ethnicities and types of leukemia 26 . In the present meta-analysis, with 5 more studies and a larger number of subjects, we reached some meaningful conclusions. The overall summary results of our meta-analysis also suggested no statistically significant risk of TP53 Arg72Pro polymorphism to leukemia, and no significant association was found in a subgroup analysis by ethnicity. When stratified by types of leukemia, we observed a significant association between TP53 Arg72Pro polymorphism and ALL risk under the recessive model but not in the AML subjects. In the previous meta-analysis, which was limited by the number of studies, the authors only performed subgroup analyses on the association between TP53 Arg72Pro polymorphism, the risk of AML (n = 5), and the risk of other types of leukemia (n = 4), and the results were consistent with ours. Thus, our study confirms the association between TP53 Arg72Pro polymorphism and the risk of leukemia found in previous analysis. However, further studies with larger patient cohorts are needed to clarify this association.
ALL is more common in children, who comprise over 80% of all acute leukemia cases. Childhood ALL shows a consistent association with miscarriages 27 , and the TP53 Arg72Pro polymorphism has been implicated in implantation failure 28 and in recurrent miscarriages 29 . However, the association is controversial. Fraga et al. reported no association was observed between TP53 Arg72Pro polymorphism and pregnancy loss risk, but the interaction of the TP53 Arg/Arg (rs1042522) and MDM2 TT (rs2279744) genotypes was shown to increase the risk to pregnancy loss 30 . This feature of childhood ALL makes it an interesting target for the study of TP53 Table 2 . Meta-analysis of the association between TP53 Arg72Pro polymorphism and leukemia. OR odds ratio; 95% CI, 95% confidence interval; P OR , pool P value; P h , P value of heterogeneity test; NA, data not available.
*
Estimates for fixed-effects model; otherwise, random-effects model was used. # Others include chronic lymphocytic leukemia, chronic myeloid leukemia, adult T-cell leukemia, and mixed types.
pathway genes. TP53 Arg72Pro polymorphism may be a modifier of risk for childhood ALL susceptibility and might interact with MDM2. The Arg72 variant is more efficient than the Pro72 variant at inducing apoptosis. The greater apoptotic potential of the Arg72 protein is caused by greater interaction of this protein with MDM2, which facilitates the nuclear export, and probably also the subsequent mitochondrial localization 31, 32 . Consistent with their biological relationship, our current analysis provides evidence that the TP53 Arg72Pro polymorphism is associated with an increased risk of developing ALL. To the best of our knowledge, this meta-analysis is the first to investigate the effect of TP53 Arg72Pro polymorphism on ALL. Furthermore, due to a limited number of available published studies, further studies with larger sample sizes are needed to reach a more convincing conclusion.
In interpreting our results of this meta-analysis, some limitations must be addressed. First, our meta-analysis was based on unadjusted estimates. However, a more precise analysis might be conducted if individual data were available, such an analysis would have allowed us to adjust for other covariates, such as age, family history and environmental factors. Second, the TP53 Arg72Pro polymorphism might influence susceptibility to leukemia with other factors, but we did not conduct relative research, such as the gene-gene and gene-environment interactions, because the data were insufficient. Third, we could not perform further subgroup stratification analysis by ages because of the limited number of published studies. Finally, publication bias is possible because no attempts were made to identify unpublished studies, although the results of our Begg's funnel plot and Egger's test revealed no evidence of publication bias in the allele model.
In conclusion, this meta-analysis did not find any evidence of an association between TP53 Arg72Pro polymorphism and the risk of leukemia in the overall studies, without the influence of ethnic diversity. However, a statistically significant association was found there was a stronger power trend towards a risk between the TP53 Arg72Pro polymorphism and ALL. Further studies with larger sample sizes and well-designed studies are required to investigate the associations between TP53 Arg72Pro polymorphism and leukemia.
Materials and Methods
Identification of Eligible Studies. A comprehensive literature search of studies published through December 2014 was performed using the PubMed, EMBASE, Web of Knowledge and the Chinese National Knowledge Infrastructure (CNKI) databases. Various combinations of the terms "TP53 or P53", "polymorphism or variant", and "leukemia or leucocythemia" were used to screen for potentially relevant studies. The search was conducted without language restrictions. Additional articles were located manually through the references of the related reports. Inclusion and Exclusion Criteria. The following inclusion criteria were applied: a) studies evaluating the association between TP53 Arg72Pro polymorphism and the risk of leukemia, b) case-control or cohort studies, c) studies with a control genotype distribution in HWE, and d) studies with sufficient genotype data for calculating the odds ratio (OR) with 95% confidence intervals (95% CIs). If studies included overlapping subjects, only the study with a larger sample size was selected. Studies were excluded if one of the following existed: a) not a case-control study, b) no sufficient data were reported, and c) case reports or reviews.
Data Extraction. Two investigators (Dai and Sun) independently collected the data from each article using a standardized protocol. Disagreement was resolved by discussion with the other co-authors. The following information from the eligible studies was extracted: the first author's surname, publication year, country of origin, ethnicity, source of control, sample sizes of cases and controls, number of genotypes, P-value for Hardy-Weinberg equilibrium (HWE), and genotyping methods. The study design was categorized as a hospital-based study (controls from the hospitalized patients) or a population-based study (controls from the healthy population).
Quality score assessment. The quality of the studies was independently assessed by the two reviewers (S.J., and J.S) according to the scale for quality assessment (see Supplementary Table S1 ). These scores were based on both traditional epidemiological considerations and cancer genetic issues. Any disagreement was resolved by discussion between the two reviewers. Total scores ranged from 0 (worst) to 15 (best).
Statistical analysis. All statistical analyses were performed using Stata software version 12.0 (Stata Corp., College Station, TX, USA), and all P values were two-sided. The Hardy-Weinberg equilibrium of controls for each study was tested using the χ 2 test (significant at the 0.05 level). An OR with the corresponding 95% CI was used to assess the strength of the association between the TP53 Arg72Pro polymorphism and leukemia susceptibility according to allelic contrast (C vs. G), homozygote comparisons (CC vs. GG), dominant models (CC + GC vs. GG) and recessive models (CC vs. GC + GG). The significance of the summary OR was determined with a Z-test, and a p value of less than 0.05 was considered to be statistically significant. Between-study heterogeneity was assessed by calculating the Q-statistic and then quantified using the I 2 value. When the effects were assumed to be heterogeneous (P < 0.05, I
2 > 50%), the random-effects model was used; otherwise, the fixed-effects model was more appropriate 33, 34 . Sensitivity analysis was used to test the stability of pooled studies through sequential omission of individual studies. Potential publication bias was estimated with a Begg's funnel plot and corroborated with the Egger's test (P < 0.05 was considered to indicate significant publication bias) 35, 36 . Additionally, subgroup analyses of ethnicity, source of control and clinical types were performed.
